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Introduction
Accounting for more than 80% of insect species and more than 50% of all animal species ( Wilson 1988; Kristensen 1999) , Holometabola is the most diverse and successful group of terrestrial organisms. Holometabola comprises 11 insect orders, four of which -Coleoptera, Hymenoptera, Diptera and Lepidoptera -account for over 99% of the species diversity of this group. Mecoptera, Strepsiptera, Megaloptera and Raphidioptera each contain less than 1000 described species, and Trichoptera, Neuroptera and Siphonaptera each contain less than 4000 species. The monophyly of each insect order is relatively well supported by morphological data (Kristensen 1995 (Kristensen , 1999 Whiting et al . 1997) , with the exception of Mecoptera which appears to be paraphyletic with respect to Siphonaptera (see Whiting 2002) . Apart from Holometabola itself, Amphiesmenoptera (Lepidoptera + Trichoptera) is the only well-established interordinal relationship, being supported by over 15 synapomorphies (Hennig 1981; Kristensen 1997; Whiting et al . 1997) . Other postulated interordinal relationships are based on relatively few morphological characters or characters of questionable phylogenetic utility. For example, no characters support a firm placement for Hymenoptera, which has been postulated as sister group to 'Meronida' (Mecopterida + Neuropterida) (Boudreaux 1979) or to Mecopterida (Kristensen 1991; Whiting et al . 1997) . While a sister group relationship between Coleoptera and Neuroptera appears to be widely accepted, it is based on a single character associated with the female ovipositor (Mickoleit 1973; Achtelig 1975) . The highly derived order Siphonaptera has been associated with Diptera or Mecoptera based on different character suites (Boudreaux 1979; Hennig 1981; Kristensen 1991) . The most perplexing question, and that which has received the most attention in recent years, has been the placement of Strepsiptera among the other insect orders. Strepsiptera has been associated with Coleoptera, either within Polyphaga (Crowson 1960) or as sister group to Coleoptera, based on wing morphology and function (Kristensen 1981 (Kristensen , 1991 Kathirithamby 1989; Kukalova-Peck & Lawrence 1993) . Detailed examination of these putative synapomorphies, however, suggests that they are based on mistaken descriptions of strepsipteran wing morphology and function ( Kinzelbach 1990; Pix et al . 1993; Whiting 1998b; Beutel & Haas 2000) . There have been a number of reviews of phylogenetically informative characters for Holometabola with their accompanying phylogenetic hypotheses ( Kristensen 1975 ( Kristensen , 1981 ( Kristensen , 1991 ( Kristensen , 1995 Boudreaux 1979; Hennig 1981) . Whiting et al . (1997) presented the first formal quantitative analysis of holometabolan relationships based on a coded character matrix and also generated molecular sequence data from 18S and 28S ribosomal DNA (rDNA) for Holometabola and outgroups. The summary topology from the total evidence analysis of Whiting et al . (1997) is given in Fig. 1 . Kristensen (1999) presented an excellent review of holometabolan morphology, and his phylogenetic conclusions largely agree with those of Whiting et al . (1997) , except for uncertainty as to whether Strepsiptera should be placed as sister group to Diptera or Coleoptera.
Given that morphology has led to some ambiguous phylogenetic relationships within this diverse group, it is not surprising that in the past few years some effort has been placed on using DNA sequence data to decipher interordinal phylogenetic relationships within Holometabola. Carmean et al . (1992) sequenced a portion of 18S rDNA from 19 taxa representing six holometabolan orders, one hemipteran and one spider outgroup ( Fig. 2A) . Pashley et al . (1993) used 17 18S rDNA sequences to represent nine holometabolan orders and one hemipteran outgroup, and found a monophyletic Amphiesmenoptera and Mecopterida, but other relationships were unresolved (Fig. 2B) . Chalwatzis et al . (1996) sequenced 22 exemplars for 18S rDNA to represent nine holometabolan orders and four outgroup taxa (Fig. 2C) . Whiting et al . (1997) used 87 exemplars for 18S rDNA and 54 exemplars for 28S rDNA to represent all 11 holometabolan orders and 15 outgroup orders (Fig. 2D) . All of these molecular analyses concur in supporting Amphiesmenoptera (except for Carmean et al . 1992 who omitted these taxa) and a close association between Mecoptera and Siphonaptera. The Carmean et al . (1992) and Chalwatzis et al . (1996) analyses suggested a paraphyletic Holometabola, and the Pashley et al . (1993) analysis was unable to test for Holometabola paraphyly. The analysis of Whiting et al . (1997) supported a monophyletic Holometabola and a sister group relationship between Megaloptera and Raphidioptera. The most intriguing result of these molecular analyses, and certainly the most controversial, was the evidence presented for a well-supported sister group relationship between Strepsiptera and Diptera ( Whiting & Wheeler 1994; Carmean & Crespi 1995; Kristensen 1995; Whiting & Kathirithamby 1995; Huelsenbeck 1997 Huelsenbeck , 1998 Whiting et al . 1997; Whiting 1998a,b) . Beyond the question of phylogenetic affinity of a remarkable group, this result has been centre stage in debates over competing methods of phylogenetic reconstruction and the role of a homeotic mutation in giving rise to novel morphology in an insect group. A recent summary and re-analysis of holometabolous relationships based on 18S ribosomal data can be found in Whiting (2001) . The analysis in this paper presents a broader selection of taxa, particularly from Coleoptera, than in the Whiting (2001) review, and is thus better able to address coleopteran paraphyly based on molecular data. 
Materials and methods
18S rDNA sequences were acquired from GenBank and augmented with sequences generated in the laboratory. Only sequences with a length of 1 kb or greater were used in this analysis, and an attempt was made to represent as many holometabolous families as possible. Multiple sequences were used to represent diverse families (e.g. Carabidae, Scarabaeidae, Tipulidae), taxa under-represented in previous analyses (e.g. Neuroptera) or taxa whose phylogenetic position is still controversial (e.g. Strepsiptera). This sampling strategy resulted in 147 ingroup sequences representing all holometabolous orders and 111 families (Appendix 1). Outgroup taxa were selected from Paraneoptera, the hypothesized sister group to Holometabola (Whiting et al . 1997; Kristensen 1999) , and Polyneoptera ( sensu Boudreaux 1979) , with a sequence from Ephemeroptera used as the most distant outgroup. This resulted in 35 outgroup sequences from 11 orders and 35 families. Of the 182 total sequences included in this analysis, 111 were obtained from GenBank and the remaining 71 were generated in the laboratory using the primers and methodology described in Whiting et al . (1997) , except that the entire region of 18S was amplified and sequenced. Roughly two-thirds of these sequences consist of the entire region of 18S rDNA and the other one-third consist of approximately 1 kb of sequence data. This analysis includes 50 more sequences than in the Whiting (2001) review and represents the broadest selection of taxa to date for holometabolan phylogeny. Sequences were assembled in Sequencher™ 3.1.1 (Genecodes 1999) , and a gross alignment was performed by manually aligning the conserved domains across the taxa. Each conserved domain, and variable regions between the domains, were removed in sections and entered into the computer program POY (Gladstein & Wheeler 1999) to undergo more exhaustive alignment. POY was implemented on a dedicated 32 node parallel cluster using gap cost = 2, change cost = 1, with Tree Bisection and Reconnection (TBR) branch swapping on 100 alignments, with the option 'implied alignment' implemented. Although POY is designed to construct a topology while simultaneously performing alignment ( Wheeler 1999) , the implied alignment option outputs a multiple alignment which is more optimal than those typically found by other alignment algorithms, such as MALIGN (Wheeler & Gladstein 1994) or Clustal W (Thompson et al . 1994; W. Wheeler, personal communication, 2000) . The implied alignments generated by POY were used as the aligned matrix for phylogenetic analysis.
Variable alignment regions which appeared ambiguously aligned across the insect orders, but relatively conserved within each order, were aligned independently within each holometabolous insect order using POY with the parameters as described above. Mecoptera and Siphonaptera were treated as a single order because previous evidence has suggested that Mecoptera is paraphyletic with respect to Siphonaptera (Schlein 1980; Whiting et al . 1997; Bilinski et al . 1998 ). These variable regions were excluded from the outgroups because resolution among these taxa is not the focus of this study. Each region was considered to be an alignment block, and the blocks were assembled into a single matrix by scoring taxa outside of the block with missing values. This produces a blocked alignment for the variable regions, and each of these blocks was spliced together into a single alignment to form one variable blocked alignment (Fig. 3) . The variable blocked regions and conserved regions were then assembled into a single alignment, Fig. 3 Scheme of alignment for blocked variable regions. Regions that were ambiguously aligned between orders, but unambiguously aligned within orders, were aligned as blocks for each holometabolous insect order (represented as light boxes). Taxa outside of the blocked regions were coded with missing data. These regions were spliced together to create a step-like formation in the total alignment, where the variable blocked regions are flanked by conserved regions. The blocks were combined for Mecoptera and Siphonaptera and excluded for the outgroups.
with the conserved regions flanking the variable blocked regions. A theoretical justification for this method of alignment has been provided elsewhere (Whiting 2001) . The alignment can be found at http://dnasc.byu.edu /~whitinglab/ .
Trees were reconstructed under parsimony with gaps treated as missing data. Because of the large size of the data set, a novel method of tree searching was employed. The program PAUP * 4.0 (Swofford 2000) was utilized using a implementation of the parsimony ratchet (Nixon 1999 ) that allows processing on multiple computers in parallel. The parsimony ratchet was implemented following the general procedure of Nixon (1999) with the following modifications: (i) individual ratchet iterations were parsed to separate machines for computation; (ii) the percentage of reweighted characters was allowed to randomly vary between 5% and 25% for each iteration; (iii) the weight assigned to the random character partition was allowed to randomly vary from 2 to 10 with each iteration; (iv) the central CPU distributed a semi-randomized matrix and topology to each nodal CPU for computation; (v) the most optimal topology from each ratchet iteration was returned to a central CPU which kept a running tally of all optimal and suboptimal topologies; and (vi) the central CPU then distributed a new semi-randomized matrix and optimal topology to the nodal CPUs for computation. A total of 10 000 ratchet iterations were computed on an average of 256 CPUs. The most optimal topologies were subjected to TBR branch swapping to enumerate the entire set of optimal trees. Because the parsimony ratchet more broadly samples the tree landscape than does the standard parsimony search technique (Nixon 1999) , it is likely that this analysis found a better representation of the entire set of most parsimonious trees than would a standard analysis. Trees were also computed in PAUP * and NONA using 30 random addition sequences in the former and 100 random addition sequences in the latter. In all analyses, the parallel implementation of the parsimony ratchet found trees that were shorter than any found using random addition sequences, and these analyses were completed in a few hours in contrast to the many days required for standard PAUP * and NONA analyses. Bremer support values (Bremer 1994) were calculated in NONA by saving trees up to 10 steps away from the most parsimonious solution. Bootstrapping was performed in PAUP 4.0* using a full heuristic search with 100 replicates. Trees were reconstructed with the blocked variable regions included and excluded, and Coleoptera was analysed constrained and unconstrained as a monophyletic group.
Results
The alignment of 18S rDNA resulted in 10 conserved regions (regions aligned across all taxa) and three variable regions which were blocked as described above. Two highly autapomorphic strepsipteran insert regions were excluded from the analysis. Phylogenetic analysis of all aligned data, including the variable regions, resulted in 4822 trees of length 9353 (CI = 0.43, RI = 0.69), the strict consensus of which is presented in Fig. 4 . This topology supports a monophyletic Neoptera, but a paraphyletic Paraneoptera (Hemiptera + Thysanoptera + Psocodea), as Psocodea (Phthiraptera + Psocoptera) is placed as the most basal neopteran taxon. Polyneoptera is monophyletic and placed as sister group to Hemiptera. Within Polyneoptera, the monophyly of Orthoptera, Blattoidea, Dictyoptera and Embioptera + Phasmatodea is supported, but Mantodea is paraphyletic. Hemiptera is monophyletic, as are the suborders Auchenorrhyncha and Heteroptera. Holometabola forms a monophyletic group, although with only moderate Bremer and bootstrap support values. All holometabolan orders are supported as monophyletic groups, except for Mecoptera and Coleoptera. In terms of overall relationships, this analysis divides Holometabola into two major clades: (Hymenoptera + (Neuropterida + Mecoptera/ Siphonaptera)) and (Amphiesmenoptera + Halteria), with Coleoptera scattered as a paraphyletic assemblage throughout the latter clade. These two groups are supported by low bootstrap and Bremer support values. Antliophora (Diptera + Strepsiptera + Mecoptera + Siphonaptera) is paraphyletic, as is Mecopterida (Antliophora + Amphiesmenoptera).
Hymenoptera is supported as a monophyletic group, but Symphyta and Apocrita are both paraphyletic, and most intraordinal relationships are poorly supported. These data support a monophyletic Neuropterida, with a sister group relationship between Raphidioptera and Megaloptera, in agreement with previous molecular ( Whiting et al . 1997 ) and morphological (Kristensen 1999) analyses. However, these results differ from the conclusions of Aspöck (2002) who places Megaloptera as sister group to Neuroptera. Within Neuropterida, Myrmeleontiformia is monophyletic, but it is nested within Hemerobiiformia (Aspöck 1995) making the latter group paraphyletic. The monophyly of Hemerobiidae and Chrysopidae is also supported in this analysis. Neuroptera is notoriously difficult to generate reliable ribosomal sequence data for, because the ribosomal genes in these taxa appear to be less concerted in their evolution than in other insect groups, and they often include large insert regions that are difficult to amplify and sequence. The sequences included in this study come primarily from my laboratory, and appear to be authentic in that the same sequence data can be consistently generated from these particular taxa, and the data make sense in the light of neuropteran phylogeny. More problematic sequences using previous analyses (e.g. Corydalus and Agulla ; Whiting et al. 1997) were excluded from this analysis. Indeed, the difficulty of generating reliable sequences from a diversity of neuropteran taxa has made their phylogeny more elusive than that of other comparably sized orders.
Mecoptera + Siphonaptera form a relatively well-supported monophyletic group. The subordination of Siphonaptera within Mecoptera based on 18S rDNA is not a surprise given the results of previous molecular analyses. However, the placement of Nannochorista as sister group to the fleas is not supported in a more extensive molecular and morphological analysis ( Whiting 2002) , which argues for a sister group relationship with Boreidae. The monophyly of Siphonaptera and Ceratophylloidea (Leptopsyllidae + Ceratophyllidae + Ischnopsyllidae) is well supported. However, phylogenetic relationships among fleas are poorly known (Lewis & Lewis 1985) , and so there is no specific morphological hypothesis with which these molecular data can be readily compared. Within Mecoptera, the monophyly of Panorpomorpha and Panorpiini (Choristidae + (Panorpodidae + Panorpidae)) is supported, but this result disagrees with Willmann (1987) in the placement of Meropeidae as sister group to Bittacidae, rather than in Opisthogonomorpha.
The second lineage comprises a paraphyletic Coleoptera and a monophyletic Amphiesmenoptera and Halteria. Archostemata + Myxophaga form the basal-most clade and, although resolution of taxa within Polyphaga is poorly supported, the monophyly of this group is supported with a Bremer value of 5. Adephaga is grossly paraphyletic and attaches as two paraphyletic assemblages at two positions on the topology: basal to Halteria and basal to Amphiesmenoptera. Maddison et al . (1999) suggested that the taxa Omophron , Metrius , Cicindela , Omus and Clinidium had long branches for 18S, which may account for their 'attraction' (Felsenstein 1978) to these other lineages. However, exclusion of these taxa from this data set still yields a paraphyletic Coleoptera, with Polyphaga and Adephaga placed far apart on different portions of the overall topology.
Constraining the monophyly of Coleoptera produces a topology largely congruent with the unconstrained tree for the non-beetle taxa (Fig. 5) . It requires 36 additional steps to constrain Coleoptera as monophyletic, and an increase of 0.4% to the overall tree length. Coleoptera is placed as sister group to Amphiesmenoptera + Halteria in the constrained tree, although this is rather poorly supported with low bootstrap and Bremer values. This analysis supports a monophyletic Polyphaga (as in the unconstrained tree), but Adephaga is unresolved, as are the relationships among the other two coleopteran suborders. As in all molecular analyses to date, Amphiesmenoptera was well supported and recovered in this analysis with high Bremer and bootstrap values. The monophyly of Lepidoptera was also well supported, although Glossata is paraphyletic with Eriocrania placed as the most basal taxon. The majority of lepidopteran taxa sampled have only been sequenced for about 1 kb of 18S, and so inferred relationships may change with the addition of missing sequence data. Trichoptera was also well supported as a monophyletic order, although the sampling of caddisfly taxa was rather sparse.
The controversial group Halteria (Strepsiptera + Diptera) was supported in this analysis. The group was first proposed by Whiting & Wheeler (1994) and subsequently attributed to long-branch attraction (Felsenstein 1978; Carmean & Crespi 1995; Huelsenbeck 1997) . I have argued elsewhere that this relationship is most congruent with morphological data, and that it should not be surprising to find sister taxa with elevated substitution rates (Whiting 1998a,b; Sidall & Whiting 1999) . Indeed, despite earlier claims that this is the classic case of long-branch attraction (Huelsenbeck 1997) , re-analysis of the more extensive Whiting et al . (1997) data set by Huelsenbeck (1998) , with likelihood methods that account for rate heterogeneity, could neither support nor refute this hypothesized sister group relationship. Hwang et al . (1998) approached the 'Strepsiptera problem' by generating sequence data for a portion of 28S and 5.8S for a small sample of holometabolous taxa (11 exemplars). They found that these data supported Halteria when analysed via parsimony, but that they did not support Halteria when analysed via maximum likelihood, and attributed this result to long-branch attraction. However, as their data in fact supported no interordinal holometabolous relationships (as indicated by their fully unresolved consensus cladogram for holometabolan phylogeny), they were unable to retrieve even those groups well supported in other molecular and morphological analyses. These results add very little towards deciphering holometabolous relationships, much less the phylogenetic position of Strepsiptera. Regardless of what side one happens to take in the Strepsiptera controversy, it is clear that additional data are needed to put the issue to rest. The current analysis includes two species of what is presumed to be the most primitive strepsipteran genus Mengenilla , although in this analysis they are not placed as the basal-most strepsipteran taxon. Within Diptera, Brachycera, Cyclorrhapha and Tipulidae are all well-supported monophyletic groups, but Nematocera is paraphyletic.
When the variable blocked alignment regions are excluded from the analysis and only the conserved regions are retained, the same general topology of interordinal relationships is produced, with the exception that Hymenoptera and Mecoptera + Siphonaptera switch positions on the tree (Fig. 6) . Coleoptera is still grossly paraphyletic with the suborders attaching in the same position as in the entire The entire region analysis generated the topology in Fig. 4 . These trees differ in the placement of Hymenoptera relative to Mecoptera + Siphonaptera, and the manner in which Coleoptera is paraphyletic across the overall topology. analysis. Removing these blocks reduces resolution within Lepidoptera, Trichoptera and Polyphaga, and changes relationships within Strepsiptera ( Mengenilla is the most basal group) and Mecoptera ( Apteropanorpa is the most basal mecopteran taxa, excluding Boreidae). Because the overall relationships are the same between the entire and conserved analysis, these results are not particularly sensitive to the inclusion/exclusion of blocked variable regions.
Discussion
This analysis includes more than twice the number of taxa than the Whiting et al . (1997) analysis, and 50 more taxa than the Whiting (2001) analysis, yet the results are very similar to these other analyses. 18S rDNA sequence data do a reasonably good job of supporting the monophyly of each holometabolous insect order (with the exception of Coleoptera, as discussed below), but do a relatively poor job of supporting most interordinal relationships, particularly those at the deeper nodes of the phylogeny. Amphiesmenoptera, Halteria and Siphonaptera + Mecoptera are well supported (Bremer > 4, bootstrap > 95) , Raphidioptera + Megaloptera and Neuropterida are moderately supported (Bremer > 3, bootstrap > 60) , but other interordinal relationships are poorly supported. Contrary to morphological data, there is no evidence from 18S rDNA to support the monophyly of Antliophora or Mecopterida. These results also suggest that Siphonaptera is nested within Mecoptera, although the exact position of the fleas relative to Mecoptera is not well supported with these data. In some cases, the 18S rDNA data elucidate the same basic pattern of relationships within each order as supported by other data (e.g. in Lepidoptera, Strepsiptera, Diptera, Siphonaptera and Mecoptera), although in two cases the results directly contradict other data (Hymenoptera and Coleoptera). Fig. 7 .
These results highlight some of the difficulties associated with inferring higher level phylogenetic relationships from molecular data. While it is generally recognized that taxon sampling plays a critical role in phylogeny estimation, particularly at the higher levels (reviewed in Hillis 1998), the difficulty of adequately sampling Holometabola has received little attention. Holometabola encompasses what is the most speciose and arguably the most diverse group of organisms on Earth, and it is a challenge to adequately sample the diversity of this clade. This analysis used 147 ingroup sequences to represent Holometabola. While this is an improvement over earlier studies, it must be acknowledged that the current number of samples equates to one sequenced species representing the diversity of about 58 000 species ( Wilson 1988) . Thus one might anticipate that inadequate taxon sampling may lead to unusual results in the phylogeny, and this may be the case in the topologies generated above.
The importance of thorough taxon sampling in phylogenetic estimation is perhaps best illustrated by the status of Coleoptera as based on 18S rDNA studies. In the first such study, Coleoptera was represented by a single sequence making it impossible to test for beetle monophyly (Carmean et al . 1992) . In a second study, Coleoptera was represented by two sequences from a single polyphagan superfamily, and resulted in Coleoptera forming a monophyletic group (Chalwatzis et al . 1996) . It now appears that this presumably correct answer was an artifactual result of including only two exemplars of a single superfamily. Indeed, this analysis was a relatively weak test of beetle monophyly because the diversity of the order was not characterized as broadly as it might have been with one exemplar from each of the major suborders. Two 18S rDNA studies have done an admirable job of representing Adephaga and Polyphaga, although neither study specifically tested for coleopteran monophyly, and they lacked the proper outgroup selection to do so. In the study of Adephaga, the tree was rooted only to Neuropterida (represented by five sequences; Maddison et al . 1999) on the assumption that this sister group relationship was well supported by morphology, although it is based on a single character suite which may or may not be reliable (Mickoleit 1973; Whiting et al . 1997 ). In the study of Polyphaga, the tree was rooted to other beetle taxa from within Polyphaga (Farrell 1998) , and so beetle monophyly could not be tested. However, as demonstrated above (in agreement with Whiting et al . 1997 and Caterino et al . 2002) , when a wide range of beetle and outgroup taxa are included, the disturbing result is a paraphyletic Coleoptera, generally with Polyphaga forming one clade and Adephaga forming another, but each placed apart on the topology. While I agree with Hennig (1981) that 'the Coleoptera are as well founded a monophyletic group that we could ever hope to find' (p. 300), the point is that the current 18S rDNA data do not actually support a monophyletic Coleoptera, although under some sampling strategies and in some analyses they have appeared to do so. This lack of support may be due in large part to the difficulty of adequately representing coleopteran diversity in a molecular phylogenetic study, at least with 18S rDNA. It is tempting to think that the inclusion of additional taxa would remedy this problem, and it may do just that, but it is also possible that Coleoptera are so diverse that it does not matter how many taxa are sampled, the group will always be paraphyletic when relationships are inferred from 18S rDNA. Notice, however, that other insect orders which are also very large (Lepidoptera and Hymenoptera) are supported as monophyletic with the current 18S rDNA data, so one cannot simply conclude that large and diverse insect groups cannot be supported as monophyletic with 18S rDNA data.
One of the frustrations of current insect ordinal systematics is that the information recovered from molecular data is more redundant with the information from other sources than we would prefer. While, on the one hand, it is comforting that the molecular data recover the monophyly of most insect orders, on the other hand these monophyletic groups were already well supported and the monophyly of most of them has never really been in doubt. It is the interordinal relationships that we are interested in, and they seem to be the most difficult to extract from the current molecular data with any degree of confidence. Perhaps the greatest problem in this study, and that of many other higher level phylogenetic studies, is the reliance on a single marker for phylogenetic inference. Systematics seems to have a constant vibrato of the superiority of one character system over another, but if the history of systematics has taught us only one thing, it is that single character systems are nearly guaranteed to fail, at least in some portion of the topology. This is true whether one uses morphology, molecules or developmental data to infer phylogeny. We should not be surprised to find that the 18S rDNA data do a good job on one portion of the topology, but are rather ill-behaved on other portions; why should they perform differently from any other character system? The future of insect molecular systematics lies not only in increasing the taxon size for a particular marker, but increasing the range of markers used in phylogenetic inference. The combination of careful taxon sampling and careful analyses will undoubtedly lead to greater insights into the evolution of the most diverse group of organisms on Earth, the Holometabola. 
